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To confirm that bats succumbed to the RABV variant used in the challenge (from
coyote origin), we selected eight bats from the 27 that succumbed after challenge and
were rabies positive by direct fluorescent antibody testing (DFA) [1] . Using a
homogenate of their brain sample, we performed an end-point reverse transcriptase
polymerase chain reaction (RT-PCR) assay as described previously [2,3]. We used
primers N921 F (YGTGTTCAAYCTHATYCACTT, genome position 991-1011) and 304
R (TTGACGAAGATCTTGCTCAT, genome position 1514-1533) to target for the partial
length of the Nucleoprotein gene. The PCR products were purified using ExoSAP-IT™
PCR Product Cleanup Reagent (Applied Biosystems, California, USA) following
manufacturer’s instructions. Purified PCR product was sent out for commercial Sanger
sequencing at the Biotechnology Center of the University of Wisconsin-Madison,
Madison, WI, USA. The obtained sequences for the partial N gene were aligned using
BLAST [4] and Clustal X [5] and further edited using BioEdit software [6]. Identity
percentages to a rabies lyssavirus isolated from a coyote (accession number
KU963495.1) were calculated and recorded using BioEdit and MEGA 7 [7]. A
phylogenetic reconstruction to appreciate differences between a coyote and our
vampire bat sequences was conducted using a maximum likelihood (ML) approach with
a 264 bp nucleotides long fragment coding for the last 88 amino acids in the
nucleoprotein gen (Supplemental Figure 1). MEGA 7 software was run implementing
the GTR + | + G substitution model and 1000 bootstrap iteration to estimate branch
support values. Only robust bootstrap values (higher than 70) supporting specific host-

associated viruses are depicted across the tree.



The ML tree shows the clear discrimination and phylogenetic distance between the
challenge virus showed as highlighted purple sequences and the vampire bat virus,
highlighted as red sequences, that was present during the natural rabies outbreak in the

captive cohort of vampire bats.
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Figure S1. Phylogenetic tree discriminating between vampire bats and coyote strains of
rabies viruses.
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